For each sample, RT Master Mix was prepared mixing 5X REACTION BUFFER (2 µL), ENZYME MIX (1 µL) and RNA SPIKE IN (0,5 µL). Then RNA (7,5 ng) diluted in water was added (fianl volume: 10 µL). Wells were kept 60 min at 42 °C to allow retrotranscription. Reaction was stopped raising temperature for 5 min at 95 °C.
Amount of RNA and reaction volume E 7,5 ng of total RNA were reverse transcribed with miRCURY LNA Universal RT miR PCR, polyadenylation and cDNA synthesis kit (Exiqon). 0,5 µL of UniSp6 spike-in control were added to the retrotranscription mix (total volume 10 µL) before incubation as a positive cDNA synthesis control. Priming oligonucleotide (if using GSP) and concentration E Reverse transcription reaction buffer includes universal reverse transcription primer. A polyA tail is added to the mature microRNA template. cDNA is synthesized using a PolyT primer with a 3' degenerate anchor and a 5' universal tag. 
Complete reaction conditions
E 5 µL of SYBR Green master mix were mixed with 1 µL of primer mix and 4 µL of diluted cDNA (1:10). Thermal cycling conditions included 10 min at 95°C for enzyme activation and 45 cycles of amplification (15 sec 95°C for denaturing double stranded DNA and 1 min at 60°C for annealing/extension steps). Melting curve analysis was performed to assess amplification specificity. Each sample was run in triplicate and the results were averaged; no-template controls were included in the analysis. For each sample, LNA control primer Set were used to amplify UniSp6 spike-in positive control. Reaction volume and amount of cDNA/DNA E Total reaction Volume was 10 µL, 5 µL of SYBR Green master mix were mixed with 1 µL of primer mix and 4 µL of diluted cDNA (1:10) Primer, (probe), Mg2 , and dNTP concentrations Standard curves were generated using serial dilutions of known quantities of cDNA in triplicate. Standard curves for each primer set were plotted showing Ct (y) versus log copy number of cDNA (x). The slope of the standard curve describes the efficiency of PCR, and is defined from the equation Ct=m (log Q)+c, where Ct is the threshold cycle, Q is the initial copy number and c is the intercept on the y-axis. From this standard curve, information about the performance of the reaction as well as various reaction parameters (including slope, y-intercept, and correlation coefficient) can be derived. The concentrations chosen for the standard curve should encompass the expected concentration range of the target in the experimental samples. 
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Standard curves were generated using serial dilutions of known quantities of cDNA in triplicate. Standard curves for each primer set were plotted showing Ct (y) versus log copy number of cDNA (x). The slope of the standard curve describes the efficiency of PCR, and is defined from the equation Ct=m (log Q)+c, where Ct is the threshold cycle, Q is the initial copy number and c is the intercept on the y-axis. From this standard curve, information about the performance of the reaction as well as various reaction parameters (including slope, y-intercept, and correlation coefficient) can be derived. The concentrations chosen for the standard curve should encompass the expected concentration range of the target in the experimental samples. 48 25,17 22,13 23,87 24,39 26,53 24,48 27,22 25,00 25,75 23,91 24,76 22,39 24,19 25,84 25,71 Ct miR-191 slope = -3.381; E = 1.98; R2= 0,8238 Ct miR-25 slope = -3.108; E = 2.09 R2= 0,9001 Ct SNORD48 slope = -2.986; E = 2. 
